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The	volumes	given	below	are	appropriate	for	processing	the	pellet	from	1	L	of	bacterial	culture.	Cell	pellets	were	thawed	on	ice	and	re-suspended	in	30	mL	Buffer	A	(50	mM	HEPES	pH7.1,	400	mM	NaCl,	1	mM	β-mercaptoethanol)	supplemented	with	0.1%	Triton	X-100	and	1	mM	phenylmethylsulfonyl	fluoride	(PMSF)	protease	inhibitor.	Cells	were	lysed	by	sonication	on	ice	and	lysates	clarified	by	centrifugation	at	29,000	g	for	20	min	at	4°C.	Protamine	Sulphate	(Sigma)	was	added	to	1	mg/ml	final	concentration	to	precipitate	nucleic	acids,	and	lysates	were	then	centrifuged	again	at	29,000	g	for	20	min.	The	supernatant	was	filtered	using	a	1.2	μm	syringe	filter	and	incubated	for	90	minutes	at	4°C	with	slow	rotation	in	1	mL	bed	volume	of	TALON	metal	affinity	resin	(Clontech)	pre-equilibrated	with	buffer	A.	This	slurry	was	applied	to	a	gravity-flow	column	and	the	TALON	beads	washed	three	times	with	50	mL	of	Buffer	A	supplemented	with	0,	5	and	10	mM	imidazole	respectively.	His-tagged	3C	proteins	were	eluted	in	20	ml	of	Buffer	A	containing	100	mM	imidazole,	followed	by	a	final	wash	with	10	ml	of	Buffer	A	containing	250	mM	imidazole.	To	remove	the	His	tag	the	eluted	protein	was	mixed	with	100	units	of	bovine	thrombin	(Sigma)	and	dialysed	for	16	hr	at	4°C	in	4	L	of	Buffer	A	supplemented	with	2	mM	CaCl2.	Cleaved	protein	was	then	re-applied	to	TALON	resin	to	remove	the	cleaved	His	tag	and	other	contaminants.	The	untagged	protease	was	recovered	in	the	flow	through,	concentrated	using	Vivaspin	concentraters	(3	kD	MWCO)	(Sartorius	Stedim	Biotech)	and	further	purified	by	gel	filtration	using	HiLoad	16/60	Superdex	75	gel	filtration	column	(Amersham	Bioscience)	in	Buffer	A	supplemented	with	1	mM	EDTA	and	0.01%	sodium	azide	at	flow	rate	of	0.5	ml/min.	Peak	fractions	were	pooled,	concentrated	and	stored	at	–80	°C.	Protein	concentrations	were	determined	from	absorbance	measurements	at	280	nm	using	extinction	coefficients	calculated	with	the	ProtParam	tool	(Gastiger	et	al.,	2005).	
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4Rfree	is	the	Rmodel	calculated	using	a	randomly	selected	5%	sample	of	reflection	data	that	were	omitted	from	the	refinement.	
5RMS,	root-mean-square;	deviations	are	from	the	ideal	geometry	defined	by	the	Engh	and	Huber	parameters	(Engh	&	Huber,	1991).	
	
